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Tig, 1 

Mutant-specific oligonucleotide printers used fotr mutant 
number 1- Mutated nucleotide underlined 

10 20 30 40 SO 

<Bet v 1 sense 5'- AATTATGAGACTGAGACCACCTCTGTTAtCCCAGCAGCTCG ~3 * 

Bet v 1 liofa-sense 3 TTAATACTCTGACTCTGMGGAGAdAATAGGGTCGTCCiAfiC —5' 

sense primer 5'- T(5AC3ACCCCCTCTGTTATCCCAG — 3 ■ 

hon-sense prinler 3 ATACTcT GACT CT G G G G G AGACA -5 < 
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Fig. 2 



Oligonucleotide primers for site directed mutagenesi 
Bet v 1 (No. 2801 ) . 



all 


sense 


1: 


163Bv, 


15-mer 


5 


' -GWGCCAACGATCAG 


l 


sense 


2: 


184BV, 


23-mer 


S 


1 -TGAGACCdCCl*CTGTTATCCCAG 


1 


n on- sen a e 


3s 


18SBV, 


23-mer 


5 


1 — ACAJGAGGGGGTCTCAGTC^CASTA 


2 


sense 


4x 


lB6Bv, 


31~xner 


s 


1 — GATACCCTCTTTCCACAGGTTG CACCCCAAG 


2 


non-sense 


5: 


187Bv, 


31-mer 


s 


1 — ACCTGTGGAAAGAGGG1?AT CGCCAT CAAGGA 


3 


dense 


6: 


lBBBv, 


23-raer 


5 


' -AACATtTCAGGAAAXGGAGGGCC 


3 


tion- sense 


7s 


1B9BV, 


23-mer 


5 


r -T^TCC^GAAATGlTTl'CAACACT 


4 


sense 


8 : 


190BV, 


23-raer 


5 


-ttaagaacatcagc^ttcccgaa 


4 


non-sense 


3 : 


191Bv, 


23-mer 


5 l 


— AGCTGAT GTT CTT AAT GGTTCCA 


5 


sense 


10: 


l92Bv, 


23-mer 


B i 


- GGAC CATG CAAAC TT CAAATACA 


5 


non-sense 11; 


193Bv, 


23-mer 


5" 


-AGTTTGCATGGTCCJACCTCATCA 


6 


Sense 


12: 


194BV, 


23-mer 


5' 


-TTTCCCTCAGGCCTCCCTTTCAA 


6 


non-sense 13 : 


195Bv f 


23-mer 


5* 


- AG GCCT GAG GGAAAG CT GAXCTT 


7 


sense 


14: 


196Bv f 


24-mer 


5* 


-TGAAGGA*£CTGGAGGGCCTGGAAC 


7 


non-sense 15 : 


197Bv r 


2 4-mer 


5* 


-CGCTCCAGA^CCnrCAATGTTTTC 


9 


sense 


16: 


198BV, 


24-mer 


5' 


-GGCAACTGGTGATGGAGGATCCAT 


8 


non-sende 17 ; 


199Bv, 


2 4-mer 


S 4 


-CCATCACCAGT^GCCAC^ATdTTT 


all 


non-sense IB : 


200Bv, 


15-raer 


5* 


- CATGdCATC CGTAAG 
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Fig. 3 

Overview of all mutations 

KA-C) 

GCtGt! GTTTAATTAT GAGACT GAGACCACCTCTGTTATCCCAGCAGCTd GACT GTTcAAG 60 
GVFNYfil-BTT-PSVIPAARLFK 20 

9 (A— G) 2 (A-C) 2 (A-C) 

GCCrrtTATCCCTGMGGCGATAACCT 120 
A p X L D-G G D N-T L F P K-Q VAPQAlSS 40 

P 3<GA-*C) 7<AA-T<S) 4 (G-C) 6 (GA-TC) 

jB GtT GAAAACATT GAAGGAAAT G GAG GGC C TGGAACCATT AAGAAGAT CAG CT T T C C C GAA lfl 0 



V E N I B-S G N-S G G P G T I K K-N I S F £» E-S 



60 



5(CA«TG) 

GG C CT C C CTT T CAAGTAC GT GAAG GACAGAGT'T GAT GAG G T GG AC CAGACAAACT T CAAA 240 
GLP-FKYVKDRVDBVDH T-A N F K 80 



TAGAAtTACAGCGTGATCGAGGGCGGTCCCATAGGCGACACATTGGAGAAGATCTCCAAC 30 0 

Y NVSVlEGGPiGDT LEkl SN 100 

10 (GAG-CAC) 8<CCC-TGG) 

GAGATAAAGAT AGT GGGAACCCCT GAT G GAG GAT CCAT CTTGAAGAT CAGCAACAAGT AC 360 

£ I K 1 V A T P-G DGGSILKIS KKY 120 

CACACCAAAGGTGACCATGAGGTGAAGGCAGAGdAGGTTAAGGCAAGTAAAGAAATGGGC 420 

HTKGDHEVKAEQVKASKfcMG 140 

GAGAC^crraTGAGGGCCGMGAGAGC^ACrtcrTG© 46 0 

ETLLRAVESYLLAHSDAY N stop 159 



FIG. 4 
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Fig. 6 



6/14 



o 




uoijjqjMUi % 



Fig 7 
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Fig. 9 
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Pig. 11 



Mutant -specific oligonucleotide primers used for Ves v 5 mutants 
Mutated nucleotides underlined. mutants, 



V«a v s mutant 1 (K72A) 

Ves v 5 setuge 5'- ACCACAGCC^TCdAGdGAAGAAl'ATGAAAAATTTGaTATG^ -3 

Vea v 5 non-sense 3"- TGGTGTCGG AGGT COCTTCTTATACITDTTTAAAC CATAC CTT -S" 

sense primer s*- CCAOCCSfiCEAATATGAAAAAl 1 - 3 - 

non- sense fcrinter 3"- GTCGGAGGTCaCfi^rrATAC _ 5 - 



Ves v 5 mutant 2 (Y9GA) 



Veg v 5 sense S'- GGCTAATCAATGTCAATATGG TCAC?ciATACTTG CAGGGATG -3 

Ves v 5 nan- sense- 3'- CCGATTAGTTACAGTTATACdAGTGC!TATc3AAC3GTCCCTAC! -S' 

denge primer S TGTCAASgTGGlCACGATACT -3' 

non-seriee primer 3'* TTAG'TTACAGTTSgACCAGTG -5- 
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Fig. 12 

Oligonucleotide primera for site directed mutagenesis of 
Ves v 5 . 



all senae is Xhol start, 3 8-mer 



ECORI 

5 - - CCGCTC^ACJAAAAOAAAC^TTAlvrCTAAJUlTAAAA^ 

i S K & K v r ir ^ K 

K«x2 elaavsige dite amino Cartnimia ot Vo* v s 



1 
1 

2 

2 



senae 
nan- aeng e 



senae 
non- sense 



It K72AB 

2: K72Aa 

3 : Y96AS 

4: Y9£Aa 



2i-mer 
21-tner 

2l-mer 

21-mer 



5 ' - CCAG CGC3 CTAAT ATGAAAAAT 

5 " - l^TCAAGCTGCi'TCACGATACT 
5 ** - GTG&dCMCTTQACATTCSAOTr 



all nan- senate 



•7; ct-pPiczoA, 2i-mer 



# 



Fig. 13 13 /14 
Overview of Ves v 5 mutations 



1 AACAATTA^ ^ 
iNNyCKlKCLK GGVHO'ACKYd 20 



61 AdTC^A^CCC^^ 



4ikqdilkkhndfr QKIarg1jE 



121 A^C^GACATCT^^ 

* Q K I A E 

^^^^ ^ _ *t*72Al (AAtS-dC*) 

161 ACTA^O*AAlte^^ 

ClTRGMPGPQPt.AKWKKKLvwK 



€01 TATCAAACAAAGTAA 
201 Y Q T K dtop 



€0 



240 
80 



_ 2 C1f96A] (TA-QC) 

241 OACGAGTTACCTTATaTCaCCd^GXGTaGBCTAATC^TGTCAAiaTaGTCACGATAC^ 300 

61DELAYVAQVWANQC QYGHDT 100 

lOlCRDVAKYQVGQKVAIiTGSTA 120 

3 61 GCTAAATAOTAT^TCC^GTTAAACTAGTTAAAATGtGGGAAGATGAAGTGAAAGAl^^ 42 0 

12lAKYDDPVKLVkMWEDE VKDV 140 

421 AATCCTAAGAAAAAGTTTTCGGGAAACGACTT^^ 4B0 

^INPKKKPStiWDFtiKrGHYTQM 160 

481 GTl^TGGQCTAACACCAAGGAAGTTOQTTGTGaAAflTATAAAATACATTClAAfiAGAAATGG S40 

161VWAHTKEVGCGS1KYIQBKW lfl0 

541 CACySAAClAWACCTTGTATGTAATTATGGACCCAGCGGAAACTOT 600 

lfllHKHYLVcNVGPSGWFKtTSKL- 200 



612 
204 




uo!;iqiqui % 



